(produced from an acidified stock) was added to 100 μM BPQ alone or followed by the addition of 50 mM reduced glutathione (GSH) or the latter reagents added in the reverse order. The reaction was allowed to equilibrate for 15 min before recording the absorbance. Mean values from triplicate experiments (plus S.D.). BPQ withholds ~90 % of the Cu(I) from GSH which has a Cu(I) affinity ~100 fold weaker than that of dithiothreitol (5 x 10 -16 M at pH 7.3) (Xiao et al., 2011) . ). C. Abundance of Aft1/2 target ARN1 and Yap5 target GRX4 transcripts in a common population of RNA collected from ace1Δ cells (5 h) in liquid YPAD supplemented with BPQ and CuSO 4 as indicated. Analysis was performed by RT-PCR with ACT1 loading control. Activation of the Aft1/2 regulon is negligible consistent with the lack of an iron hyperaccumulation phenotype in this strain ( Fig. S6 ). Some repression of the Yap5 regulon is observed. It remains to be established whether loss of aconitase activity (as a marker of iron-sulphur cluster damage in mitochondria) is swifter and/or more severe in wild type than ace1Δ (for example requiring the generation of intermediate enzyme activities using lesser [copper-BPQ] or shorter times). 
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2.63 (0.054) - Table S1. Genes identified by RNA-seq to be more than 2 fold up-regulated upon exposure of wild type to copper-BPQ. Aft1/2 and Ace1 regulons were assigned following Gross et al., 2000; Philpott and Protchenko, 2008; Kaplan and Kaplan, 2009 . A question mark indicates gene previously implicated in iron/ copper homeostasis and in some cases suggested to be regulated by Aft1/2 (Rutherford et al., 2003; De Freitas et al., 2004; van Bakel et al., 2005; Yasokawa et al., 2010) . Crucially of the four indicated genes three (FMP23, OYE3, YLR126C) are strongly up-regulated in a fra2Δ mutant (Table S3 ), suggestive of Aft1/2 involvement in their regulation. BIO5 has previously been shown to be induced upon iron deprivation in an Aft1 dependent manner although an Aft binding site was not found in its promoter and this effect was suggested to be indirect (Bellí et al., 2004) . Standard deviation in parenthesis (n = 3). Table S2 . Genes identified by RNA-seq to be more than 2 fold down-regulated upon exposure of wild type to copper-BPQ. Cth1/2 and Mac1 regulons were assigned following Gross et al., 2000; Puig et al., 2005; Puig et al., 2008 . BIO2, encoding biotin synthase a multiple iron-sulphur cluster containing enzyme, was previously shown to be down-regulated by low iron as an iron sparing mechanism although the mode of regulation was unknown (Shakoury-Elizeh et al., 2004 iron atoms per subunit (Cano et al., 2010) . FET4 expression is regulated by both Aft1/2 and Zap1 and can additionally be repressed by Rox1 (Jenson and Culotta, 2002; Waters and Eide, 2002) . The fact that FET4 is down-regulated in response to copper-BPQ treatment suggests that regulation of this gene via Zap1, Rox1 or another process is dominant to Aft1/2 regulation. Standard deviation in parenthesis (n = 3). Table S3 . Genes identified by RNA-seq to be more than 4.5 fold up-regulated in fra2Δ relative to wild type. Standard deviation shown in parenthesis (n = 3). Table S5 . Genes identified by RNA-seq to be more than 4.5 fold up-regulated in fra2Δ upon treatment with copper-BPQ relative to untreated wild type. For discussion of FMP23 regulation see Table S1 legend. Standard deviation in parenthesis (n = 3). Table S6 . Genes identified by RNA-seq to be more than 4.5 fold down-regulated in fra2Δ upon treatment with copper-BPQ relative to untreated wild type. Standard deviation in parenthesis (n = 3). 
Gene
Fold change Metalloregulation
